by the aging ot ~eurorpora
Stine, G. J. Gtrminofion and enzyme activities affected
In o recent invertigotion (Stine 1966 Ph.D.Therir, University _.. conidio in water. of Delowore), four enzymes (NAD-and NADP-dependent glutomic acid dehydrogenoses, succinic dehydroaenore and nicotinamideodenine biwleotidore) were orrayed throughout the arexuol cycle of E. crosso. As o pzrt of this investigation, conidio were stored orepticolly ot 4'C for 61 doys in distilled deionized water, which was cha every 3rd doy in order to determine: the effect of repeated washing on conidiol germination and subsequent mycelial growth, the time of onset of outolyris, and the rtobility of the activity of the four enzymes under these conditions.
Approximately 5 x 106 conidio of wild type strain STA4 (FGSC#252), glawn on slants of Vogel's minimal medium N (Vogel 1956 Microbiol Gene+. Bull. 13:42), were used to inoculate solidified medium N in petri dishes. The dishes were incubated for 48 hours and the conidio were horvertsd. The conidio were then used to inoculate o second ret of petri dishes. After 48 hours' incubation, conidio from the second set of dishes were harvested and used to inoculate o third ret. Conidio from the third se+ were used to prepore the experiment.1 suspension. The ability of the conidio to germinate was determined by removing a romple from the stored suspension and incubating it in medium N plus 2% sucrose (50 ml/250 ml Erlenmeyer flork; 2 x lo6 conidio/ml) on o Burrell wrist action shaker ot 320 stroker per minute. At the intervals indicated in Table I , sampler were removed and counted and scored for gcrminotion and lysis. A conidium was scored as germinated if o germ tubs was visible. Lyrd conidio were recognized by their low refroctility and the obvious obrence of their contents. The total yield of mycelium from these flasks was determined ot 48 hours (os wet weigh+).
Considering the number of times the stored suspension was worhed (every 3rd day), the conidio showed surprising stability, as con be seen in Table I 3 x IO9 conidia were withdraw from stored sample, washed twice and used for enzyme assays. TU = total units; SPA = specific cctivity (unih/mg protein).
As can be seen from Table 2 , the NAD-dependent glutamic dehydmgenase doubled in specific activity while the total units increased by approximately 25% between the first hour after conidial harvest and 30 days of storage. The enzyme nicotinamideadenine nucleotidase ( NADase) also increased in both total units and specific activity between I hour and day 30. Although NADase declined appreciably after day 30, this enzyme was still measurable after 81 days of storage, in contrast to the other 3 enzymes which could not be detected at this time. By day 30 the activity of NADP-dependent glutomic dchydrogsnase had dsclined to 12% of theqecific activity present 1 hour after harvest. Succinic dehydrogenase was no longer measurable at day 30. The increase in the total units of both enzymes during the same period may be due to the activation of the repmote enzymes or, less likely, to enzyme synthesis.
It con be concluded that storage at 4'C in distilled water for a long period with repeated washing drastically affected conidial germination, subsequent myceliol growth and the levels and specific activities of the four enzymes measured.
No conclusions as to the roles of these enzymes in conidiol germination can be drawn from the dab presented here.
Further work has shown that succinic dehydrogenase and NAD-and NADP-glutamic dehydrogcnases do not appear to be necessary for conidiol germination, whereas nicotinamide-odenine dinucleotidase may be directly involved in the germination processes. These results will be presented elsewhere. 
